Brain pericytes are important to maintain vascular integrity of the neurovascular unit under both physiological and ischemic conditions. Ischemic stroke is known to induce an inflammatory and hypoxic response due to the lack of oxygen and glucose in the brain tissue. How this early response to ischemia is molecularly regulated in pericytes is largely unknown and may be of importance for future therapeutic targets. Here we evaluate the transcriptional responses in in vitro cultured human brain pericytes after oxygen and/or glucose deprivation. Hypoxia has been widely known to stabilise the transcription factor hypoxia inducible factor 1-alpha (HIF1α) and mediate the induction of hypoxic transcriptional programs after ischemia. However, we find that the transcription factors Jun Proto-Oncogene (c-JUN), Nuclear Factor Of Kappa Light Polypeptide Gene Enhancer In B-Cells (NFκB) and signal transducer and activator of transcription 3 (STAT3) bind genes regulated after 2hours (hs) of omitted glucose and oxygen before HIF1α. Potent HIF1α responses require 6hs of hypoxia to substantiate transcriptional regulation comparable to either c-JUN or STAT3. Phosphorylated STAT3 protein is at its highest after 5 min of oxygen and glucose (OGD) deprivation, whereas maximum HIF1α stabilisation requires 120 min. We show that STAT3 regulates angiogenic and metabolic pathways before HIF1α, suggesting that HIF1α is not the initiating trans-acting factor in the response of pericytes to ischemia.
Introduction
In the brain, pericytes surround the entire microvasculature and take an important role in the neurovascular unit [1, 2] by maintaining homeostasis in both, the developing and adult brain [3, 4] . Pericytes respond quickly to external signals such as hypoxia, and recent data show that they secrete pro-and anti-inflammatory factors, and angiogenic molecules when exposed to oxygen or/ and glucose deprivation [5] [6] [7] [8] . We have previously demonstrated hypoxia as a potential trigger to mobilize and recruit pericytes into tumors, where they associate with the tumor vasculature [9] . Similarly, ischemia (constituting oxygen and glucose deprivation) PLOS ONE | https://doi.org/10.1371/journal.pone.0194146 March 8, 2018 1 / 24 a1111111111 a1111111111 a1111111111 a1111111111 a1111111111
activates pericytes, but also regulates their differentiation and secretory properties [10] [11] . Little is known, however, about the transcriptional regulation of the response of brain pericytes to different hypoxic conditions, which might provide information on potential therapeutic targets to improve stroke outcome or reduce tumour vascularisation. Interestingly, in stroke mouse models, precondition treatment with hypoxia has been shown to reduce the infarct volume and detrimental outcome of subsequent stroke [12] .
In the literature, hypoxia-inducible transcription factor (HIF-1) has long been considered the most important transcriptional regulator of cellular responses to hypoxia [13] . While the induction of the responses to hypoxic/ischemic stress induces the stabilisation of the transcription factor HIF1α, little it is known about the effect of hypoxia on Signal Transducer and Activator of Transcription-3 (STAT3) signalling [14, 15] . STAT3 is a transcription factor activated in response to interleukin 6 (IL6) that regulates its transcriptional activity by inducing phosphorylation, homo-dimerization and nuclear translocation of STAT3 homodimers [16] . Interleukin 6 is important for protection against detrimental effects and for recovery in a stroke mouse-model [17, 18] and activated STAT3 regulates Vascular endothelial growth factor expression (VEGF), a growth factor important for angiogenesis after stroke [19] . Activated STAT3 has been described as a positive regulator of HIF1α [20, 21] . Indeed, STAT3 phosphorylation increases expression of HIF1α by inhibiting HIF1α degradation in tumor cells [22] . However, it remains unknown how STAT3 signalling and its interaction with HIF1α is modulated in pericytes exposed to hypoxic and ischemic conditions.
In this study, we present a bioinformatic analysis of the transcriptome of human brain pericytes after exposure to a) glucose deprivation, b) hypoxia (0.5-0.7% oxygen) and c) combined oxygen and glucose deprivation (OGD). Our analysis provides evidence of different gene expression profiles of human brain pericytes subjected to hypoxia with or without glucose in the favour of genes involved in cell metabolism, apoptosis and angiogenesis. Using a set of ChIP-seq analyses, we show that STAT3 occupied target genes are regulated before the HIF1α target genes. Lack of glucose in the absence of oxygen emphasises STAT3 activity, but does not have the same relative impact on HIF1α. We show that hypoxic or OGD treated pericytes respond to the treatments by transcriptional programs initiated primarily by STAT3, c-JUN and NF-κB, and not HIF1α and we confirm this temporal regulation at protein level. We further analyse STAT3 regulated genes and show that they involve angiogenic and metabolic pathways. These findings have implications for modulating pericyte activity early in ischemic stroke, and identify a set of regulated genes that are targets of STAT3, prior to the induction of HIF1 regulated genes.
Material and methods

Human brain pericytes
We previously established and characterized an adult human brain pericytes line, obtained from brain tissue harvested from individuals undergoing ventriculostomy or surgery for intractable temporal lobe epilepsy as described [23] . All procedures were performed with informed written consent by the patient for the donation of brain tissue and approved by the ethical committee of the Scania University Hospital, Lund, Sweden. Using flow cytometry, our previous studies show that human brain pericytes express the key pericyte markers including PDGFRb (CD140b), CD146, CD105, and CD13 [24] [25]and are negative for monocyte/macrophage markers CD14, the microglial marker CD11b and the endothelial marker CD31 [10, 24, 25] . The human brain pericytes were expanded in Stemline medium (Sigma-Aldrich) supplemented with 2% fetal bovine serum (FBS, Invitrogen), 1% Penicillin/Streptomycin (P/S, Gibco), 20 ng/ml basic fibroblast growth factor (bFGF, Invitrogen) on gelatin coated culture flasks (Nunc) and incubated at 37˚C in 5% CO 2 conditions (Heraeus HERAcell 150 CO 2 incubator, Thermo Scientific). The cells grew exponentially with a doubling time of approximately 48 hs, reaching approximately 85% confluence after 48-72hs. Commercially available pericytes (ScienCell) were expanded in pericyte medium (ScienCell) according to the manufacturers instructions.
Oxygen and/or glucose deprivation
The cultures were incubated in defined medium for 24 hs at 37˚C in 5% CO 2 and then washed with phosphate buffered saline (PBS). First, cells were exposed to oxygen deprivation (0.5-0.7% oxygen) conditions generated in a humidified, gas-tight hypoxia chamber incubator (Electrotek) with a gas composition of 85% N 2 , 5% CO 2 and 10% H 2 [26] . The OGD or hypoxic media were pre-bubbled in the hypoxic chamber for 30min resulting in 0.5-0.7% O 2 when added to the cells. During experiments, an indicator solution was placed in the chamber. Oxygen tension was measured by an oxygen probe and oxygen levels were below 1 mmHg.
For total RNA isolation and immunocytochemistry cells were cultured in serum-free Dulbecco's Modified Eagle Medium (DMEM, Invitrogen) either with or without glucose at 37˚C, over several time points: 5min, 2hour (h), 6h. Control samples were incubated under normoxic conditions with oxygen and glucose (5% CO 2 at 37˚C).
Microarray data analysis
Samples were hybridized to Human HT-12 v4.0 Expression BeadChips (Illumina Inc.) at the SCIBLU Genomics Center at Lund University, Sweden (www.lu.se/sciblu). Microarray data were initially pre-processed and normalized using the quantile normalization method [27] . These analyses were performed using GenomeStudio software V2011.1. Illumina data was deposited in the NCBI GEO database with the accession number (GSE109233). Non-annotated probe sets and probe sets with signal intensities below the median of the negative control intensities in 80% of the samples that were not belonging to one condition were excluded. The remaining probe sets were used to construct box plots (Prism, version 6), PCA-plots of the top 500 probe sets p<0.05 to non-treated control (R, [28] and Venn-diagrams fold change (fc) >1.5, p<0.05 (R, [29] ).
Gene set enrichment analysis
Gene set enrichment analysis (GSEA) was performed on 14200 probe sets obtained from the initial cut-off analysis of the Illumina data where genes that were unexpressed in all the conditions were excluded [30, 31] . The 14200 probe sets were analysed according to default settings in the GSEA software to identify Hallmark pathways regulated in glucose deprivation, hypoxia or OGD compared to the control condition.
Identification and gene ontology (GO) analysis of bound regulated genes
In order to identify bound regulated genes in the Illumina gene expression data set, ChIP-seq data for c-JUN (wgEncodeEH000719), NF-κB (wgEncodeEH000690), STAT3 (wgEncodeEH001799) from the Encode consortium [32, 33] and HIF1α [34] (JNSH) were downloaded. For the HIF1α ChIP-seq data a MACS2 analysis was made with a p-value <0.05 to identify binding sites and a. BED file was extracted in Galaxy [35] . The genes corresponding to the genomic coordinates within 5Kbp of a transcriptional start site (TSS) in the JNSH ChIP-seq data were then identified with Galaxy-Cistrome [36] . The Illumina probe-set expression list was collapsed to contain individual genes keeping only the highest value of multiple probe sets in R. The 5Kbp TSS genes were filtered against a gene list of Illumina gene expression data to generate a list with expression values from pericytes with peaks within 5Kbp of the TSS for each of the JNSH transcription factors. Each of the lists for the JNSH transcription factors was then filtered for expression of regulated genes at an fc>1.5 in the hypoxia or OGD conditions, respectively. These data were then used to identify bound regulated genes (BRGs) from the Illumina data. Binding site data from the ChIP-seq data were compared to the expression of genes of a fold change (fc) >1.5 of the Illumina data set and BRGs were extracted for each transcription factor. The JNSH fc>1.5 lists were used to construct Venn diagrams in R with the VennDiagram-package [29] . The BRGs of STAT3 and HIF1α were imported into the Python software and analysed with the default settings except that all GO:terms used in the analysis were from: GO database version 1.2, released 2017-12-27 [37] .
QPCR
Independent triplicates (n = 3) of 44.000 human brain pericytes were cultured in 4 well plates (24-plate well size) and grown for 20h. The cells were then washed with PBS. Cells were incubated in normoxia, hypoxia or OGD as described above for 2 or 6 hs, respectively. Then 300μl of RLT-plus-lysis buffer (Qiagen) was added. The lysate was frozen in -20˚C prior to RNA isolation. Total RNA was isolated using the Qiagen RNA mini plus kit and protocol. A Nanodrop 3000 was used to measure the quality and quantity of the RNA. The RNA was then reverse transcribed with the iScript RT-PCR kit (BioRad) with reactions containing reverse transcriptase (RT) and without RT (-RT). The cDNA was diluted from 20μl to 150μl to be able to load 5μl cDNA per qPCR reaction. QPCR was run in 20μl reaction on a BioRad qPCR-machine with the SSO-advanced qPCR-SYBR mix according to the manufacturers instructions (BioRad). The fold changes between treatments were normalised to the B2M house keeping gene shown to be stable in hypoxic conditions [38, 39] . The primers for the qPCR were designed by primer 3 in the NCBI primer selection software and are available on request. Primers were from TAGC Copenhagen. The qPCR data was analysed in Graphpad Prism and statistic significance was assessed with 2-way ANOVA and Dunnett's multiple comparison test.
Western blot
For western blot, human brain vascular pericytes (ScienCell) were seeded at a density of 170.000 cells per 6 well plate and grown for 20 hs in a cell culture incubator and washed in PBS before normoxic, hypoxic or OGD treatment, respectively. The cells were incubated in OGD media for OGD, and OGD media plus glucose for the normoxic and hypoxic conditions [26] . After 15, 45, 75 or 120 min, 350μl lysis buffer (0.125 M Tris-HCl pH 6.8, 1% SDS, with protease-(Thermo Scientific) and phosphatase-inhibitors (Thermo Scientific)) was added directly to the cells (whole cell lysate). The lysates were sonicated for 10s at an amplitude of 10% in a sonicator (Qsonica) to disrupt genomic DNA. For nuclear extracts, pericytes were hypotonically swelled and the plasma membrane disrupted with NP-40 to liberate the cytoplasm from the nuclei according to [40] . The Nuclei were then lysed in 50μl of a high salt buffer containing PMSF [40] . 1xSDS-load buffer was added to an aliquot of the nuclear extracts and the whole cell lysates, and run on BioRad 15 well 4-15% SDS-PAGE gels (BioRad) for western blotting onto Turbo-transfer-packs (BioRad). The post-transferred nitrocellulose membranes were then blocked in 5% milk in 1xPBS with 0.1% Tween-20 (PBS-T). The membranes where then incubated with primary antibodies rabbit anti-pS727-STAT3 (1:10000, Abcam) for 2h or mouse anti-STAT3 (1:1000, Cell Signalling technology (CST)) in 5% BSA tris-buffered saline (TBS) with 0.1% Tween-20 (5%BSA-TBS-T). Anti-pY705-STAT3 (1:1000, CST) or rabbit anti-HIF1α (1:1000, CST) was incubated in 5%BSA-TBS-T. The membranes were washed x3 in PBS-T for 5min and rabbit-anti-mouse-HRP antibodies (1:10000, Dako) or goat-anti-rabbit-HRP antibodies (1:5000, Dako) were added and incubated for 1h at room temperature on a rotator. The membranes were washed x3 5min in PBS-T and specific immunoreactivity was visualised by adding the HRP-substrates Clarity or Clarity max (BioRad) and measuring the chemiluminescence on a Chemidoc (Biorad).
Immunocytochemistry
Briefly, 10.000 cells were seeded on coated coverslips with human fibronectin (1μg/ml) and vitronectin (0,25 μg/ml) in 24 well plate wells and incubated at 37˚C for 20 hs. The media was exchanged for PBS just before the hypoxic experiment. Normoxia, hypoxia and OGD were performed as described above. All treatments were performed for 5 or 120min.
Cells were stained in the 24 well plates with coverslips. Cells were fixed in the media with 8% paraformaldehyde (PFA) in PBS. Unspecific binding was blocked by the addition of block buffer (1xPBS, 5% normal rabbit serum, 0.3% Triton X-100) for 60 min. The pS727-STAT3 (Abcam) and the HIF1α-antibody (CST) were diluted 1:800 in antibody dilution buffer (ADB) (1X PBS, 1% BSA, 0.3% Triton X-100) and incubated with the cells for 16h at +4˚C. The secondary antibody anti-rabbit-Cy3 (1:500, Jackson) was diluted in ADB and incubated for 1 h with the cells after which Phalloidin-647 (Abcam) in 1% BSA, 1xPBS was added for 1h at room temperature in the dark.
Confocal pictures were acquired with a Leica TCS SP8 confocal microscope. 15 z-stacks with 1μm intervals were taken in 3 random areas with a 20x objective. Pictures were analysed in with ImageJ by manually outlining the cell nucleus and measure the intensity of the signal. Cells with obvious apoptotic shape were excluded from the quantification. Negative control staining was used to calibrate the intensity values. The average of all measured cells was normalized to the respective 5min normoxic condition.
Results
Gene expression analysis: the hypoxic response is transcriptionally activating rather than silencing
Using an Illumina platform, we first performed gene expression profiling containing more than 47,000 probes on human brain pericytes after exposure to glucose deprivation, hypoxia or OGD for 2 or 6h, respectively. A box plot showed that the normalisation of the individual probe sets was very similar (Fig 1A) , whereas a principal component analysis grouped the replicates according to their treatments, respectively ( Fig 1B) . The resulting lists for up-or downregulated genes for the 2 or 6h treatments were then plotted in Venn-diagrams (Fig 1C-1F) . When comparing the data from 2h treatments it became evident that the hypoxic or glucose deprivation conditions affects similar responses in terms of how many genes are affected in the different treatments, except the hypoxic condition with glucose that has 25 probe sets upregulated at 2h, but only 3 probe sets are downregulated in the same condition. This indicated that the hypoxic response was a transcriptionally activating rather than transcriptionally silencing response ( Fig 1C: Hypoxia-Up compared to Fig 1D: Hypoxia-Down). The same trend was seen in the data from the 6h treatments, hypoxia initiates upregulation of 101 probe sets, whereas only 45 probe sets were downregulated, respectively. This led us to examine whether specific transcriptional activators were predominantly active in the hypoxic condition. When comparing the 2h to 6h treatments it was clear that the 6h treatment evokes the regulation of more probe sets than the 2h treatment ( Fig 1C and 1D to Fig 1E and 1F) . Moreover, the effect of OGD treatment (having in addition to hypoxia also glucose deprivation) was generally inducing a stronger response at 2h, except upregulated probe sets at 2h of hypoxia (14 OGD/ 16 hypoxia), but also a much stronger response in terms of downregulated genes (12 OGD/ 1 hypoxia). The stronger effect of the OGD treatment was further emphasised at 6h of treatment. There, OGD upregulated 188 probe sets whereas the hypoxic treatment upregulated only 53 probe sets. The 186 downregulated probe sets in the OGD condition compared to 30 probe sets in the hypoxic condition, again suggesting that the hypoxic condition was initiating a response that was upregulating transcription rather than suppressing it.
Gene set enrichment analysis of gene expression
Small changes in mRNA expression of many genes collectively contribute significantly to cellular decisions, and provide cues as to how these genes are regulated by transcription factors. To study the effects of any, small or big, changes in gene expression, a gene set enrichment analysis (GSEA) was performed. In the GSEA analysis it was evident that pericytes treated with hypoxia responded with upregulation of genes normally upregulated in hypoxia, and that the absence of glucose triggers the genes of the epithelial to mesenchymal transition (EMT) (Tables 1-6 ). The top hits of the GSEA analysis with NFκB signalling through tumour necrosis factor (TNF) as the major finding in both the hypoxic condition and OGD conditions at 2 and 6h suggested that HIF1α may not be the only transcription factor active in the hypoxic and OGD conditions.
Gene regulation is dominated by c-JUN, NFκB and STAT3 after 2hs of hypoxia or OGD
We further examined the GSEA analysis for transcription factors active in hypoxia or OGD. To this end, we chose to download chromatin-immuno-precipitation sequencing (ChIP-seq) data for c-JUN, NF-κB, STAT3, and HIF1α (JNSH).
When comparing the hypoxic 2h stimulation with the OGD condition we found that 28 genes were upregulated by the hypoxia at fc >1.5, p<0.05 whereas 41 genes were regulated by OGD (Fig 1C and 1D) . In the JNSH combination of transcription factors, we identified 17/28 bound regulated genes (BRGs) in the hypoxic condition (61%) (Fig 2A) . In the 2h OGD treatment there were 30/41 BRGs (73%) (Fig 2C) .
Many of the genes were targeted by two or more of the JNSH transcription factor combinations. The 2h hypoxia treatment induced 17 BRGs, out of which only one was unique for the c-JUN transcription factor. NF-κB induced two BRGs, out of which one was unique for NF-κB and the other one, IL6, also was bound by STAT3. Apart from IL6, STAT3 regulated 11 genes. In total 4 genes were unique for STAT3. HIF1α regulated 2 unique genes of in total 5 BRGs at 2h, suggesting that c-JUN, NFκB and STAT3 substantiated the early responses to hypoxia.
Two h OGD treatment lead to 14 c-JUN BRGs out of which 8 were unique for c-JUN, 4 shared with STAT3 and 2 with HIF1α. 13 STAT3 OGD BRGs were distributed to STAT3 out of which 9 were unique, and 4 are shared between STAT3 and c-JUN. HIF1α regulated 5 unique BRGs of a total of 7. NFκB regulated a total of 2 unique BRGs. This suggested to us that HIF1α was not the dominant transcription factor regulating early OGD or hypoxic responses of pericytes. HIF1α activity is stronger after 6 hs than after 2hs of hypoxia or OGD After 6h of hypoxic stimulation a total of 75 BRGs were regulated by the JNSH transcription factor combination. That was in comparison to a total of 101 genes that are regulated fc >1.5, p <0.05 at 6h of hypoxia. C-JUN regulated 37 BRGs at 6 h of stimulation, out of which 13 were unique for c-JUN. The majority of BRGs were shared with STAT3 and/or HIF1α at 6h ( Fig  2B) . 4 BRGs were associated with NFκB at the 6-h stimulation; IL6 was still a shared BRG with STAT3 at this time point, albeit down regulated. STAT3 regulated 13 unique BRGs at 6 h of hypoxia, whereas 9 BRGs were shared with c-JUN and 6 with HIF1α. 2 STAT3 BRGs were shared with NFκB at 6h of hypoxia. Among the JNSH TFs, HIF1α regulated the highest quantity of unique genes (16) , suggesting that the HIF1α targeted expression of genes took longer time than either of the transcription factors c-JUN, STAT3 or NFκB, but that HIF1α dominated the treatment effects at 6h of hypoxia. HIF1α shared 11 BRGs with c-JUN, 3 with STAT3/c-JUN, 6 with STAT3 and 1 with NFκB, respectively (Fig 2B) . After 6 h of OGD treatment JNSH transcription factors have 235 BRGs out of a total of 480 genes regulated at a fc > 1.5, p <0.05. Among the 235 BRGs, 134 were regulated by c-JUN. 62 of these genes were unique to c-JUN, 37 shared with STAT3, 20 with HIF1α. Notably 9 genes were BRGs of c-JUN, NFκB and STAT3. Out of 114 total BRGs, STAT3 had 48 unique BRGs in the OGD treatment. 12 BRGs were shared with HIF1α and 4 with NFκB ( Fig 2D) . HIF1α had a total of 75 BRGs in the OGD condition; approximately 56% of the amount of c-JUN targets and 66% of the STAT3 targets (Fig 2D) . This was in comparison to the hypoxic treatment, (Fig 2D) , which was an increase compared to the 4 BRGs regulated after 6h of hypoxic treatment (Fig 2B) . 6 BRGs are uniquely regulated by NFκB at 6h after OGD treatment. As mentioned, 4 are shared with STAT3 and 1 with HIF1α; the other BRGs were shared with combinations of the c-JUN, NFκB or STAT3 transcription factors.
This suggests, that HIF1α does not initiate the hypoxic response of brain pericytes at 2h of treatment, and that HIF1α is not the major initiator or contributor to their response to OGD at 2h or 6h of in vitro treatment.
STAT3 is an early regulator of hypoxia and OGD in pericytes
STAT3, and IL6, have in a number of in vivo studies been suggested to precondition better recovery after stroke in mouse models [17, 18, 41] . In order to specifically delineate when STAT3-regulated genes start to be expressed in pericytes in the hypoxic and OGD treatments, we identified genes with an fc>1.5, p <0.05 bound by STAT3 or HIF1α after 2 or 6h hypoxia or OGD. Fig 3A  shows the five genes that are BRGs of HIFα after hypoxic treatment of pericytes. There were 7 HIF1α BRGs after 2h ODG treatment (Fig 3B) . Out of 7 HIF1α regulated BRGs in OGD, 1 gene was shared with between OGD and hypoxia and 2 BRGs were regulated in the hypoxic condition (Fig 3E) . In Fig 3C, STAT3 hypoxic BRGs are depicted, note that IL6 is a target of STAT3 and that it is upregulated upon 2h hypoxia, OGD and 6h OGD but not after 6h hypoxia. At 2h after OGD treatment 13 genes were regulated as STAT3 BRGs (Fig 3D) out which 3 were shared with the hypoxic treatment (Fig 3E) . 7 genes were unique for the hypoxic treatment (Fig 3E) .
The 6h hypoxic treatment leads to the induction of 37 HIF1α BRGs compared to the regulation of 33 STAT3 BRGs (Fig 4A, 4C and 4E) .
After 6h of OGD treatment the HIF1α BRGs increased to 80 (Fig 4B) , whereas there were 131 STAT3 BRGs (Fig 4D) . Lists of the regulated genes can be found in the S1 File. There are 15 shared STAT3/HIF1α BRGs. If one compares the hypoxic to OGD conditions for STAT3 BRGs, 10 genes were exclusive BRGs for hypoxia, 14 shared with OGD and 94 specific for the OGD treatment (Fig 4E) . The HIF1α response to hypoxia induces 14 BRGs, 14 BRGs shared with OGD and 43 genes were regulated upon OGD only (Fig 4E) indicating that STAT3 regulated the early transcriptional responses to hypoxia and OGD.
Validation of Illumina data with qPCR
Next we performed qPCR to validate observed gene changes. QPCR was performed using human brain pericytes treated with normoxia, OGD or hypoxia for 2 or 6h, respectively. We could detect differences in the transcriptional level on STAT3 BRGs c-MYC and GDF15 that were significant at 2h of OGD (Fig 5) . This response was faster than observed using the Illumina analysis, where the expression of c-MYC and GDF15 was significantly higher after 6h of OGD (Fig 5) . The combined STAT3/HIF1α BRGs responded slower and were significantly upregulated after 6h, but not after 2h of OGD. HK2, a HIF1α BRG failed to be significantly upregulated both at 2h and 6h treatments. This strengthens the role for STAT3 as the initiating factor for both a broad transcriptional response and in particular, the regulation of important angiogenic genes c-MYC [42] and GDF15 [43] .
Phosphorylated STAT3 protein is upregulated before HIF1α in human brain pericytes
Since both STAT3 and HIF1α require nuclear localisation to exert their transcriptional activities, we used confocal imaging to measure nuclear localisation and expression of pS727-STAT3 and HIF1α. PS727-STAT3 was chosen because it previously was shown that phosphorylation of STAT3 at S727 mediated transcriptional activity to the STAT3 protein [44] .
For this purpose, pericytes were cultured on cover slips, treated with normoxia, hypoxia or OGD and stained for pS727-STAT3 or HIF1α. Unexpectedly, pericytes expressed pS727-STAT3 at steady state normoxic conditions (Fig 6A) . Upon 5 min OGD or hypoxia, there was however a slight increase of pS727-STAT3. The increased STAT3 phosphorylation was not detected at 120min, neither with OGD or hypoxic treatment. HIF1α was only slightly detectable at 5 min of OGD or hypoxia, but dramatically increased after 120min OGD or hypoxic treatment (Fig 6) . In order to further measure the levels of phosphorylated STAT3 compared to HIF1α, we performed a series of western blots. The temporal design was chosen based on the activity of STAT3 and HIF1α in the immunocytochemistry. We exposed brain pericytes (ScienCell) for 5, 10, 15 min with normoxia, hypoxia or OGD and isolated nuclear extracts to decipher if the hypoxic and OGD responses of early STAT3 activation prior to HIF1α can be confirmed also in another brain pericyte line. The western blot analysis corroborated that nonstimulated cells contain low levels of activated pS727-pY705-STAT3 but non-detectable levels of HIF1α. Rapidly, after only 5min stimulation with OGD, STAT3 became phosphorylated at both the transcriptionally promoting pS727-and the dimerisation inducing pY705-residues (S1A Fig). At 10min, the phosphorylation was diminished and returned to background levels at 15min (S1A Fig). For HIF1α , stabilisation of the protein could be slightly detected after 5min of OGD, and increased at 10 and 15 min. Under hypoxic conditions, HIF1α activity was only first detected after 10min hypoxia. Since the activity of both HIF1α and STAT3 occurs primarily in the nucleus in pericytes (Fig 6 and (S1A Fig), we examined if there was any additional accumulation of HIF1α in whole cell extracts of pericytes. For the time points studied, the HIF1α protein levels were highest at the 120min time point, suggesting that full activity of HIF1α requires long and steady hypoxia or OGD to mediate maximum HIF1α stabilisation (S1 Fig). This suggested that the protein phosphorylation of STAT3 early mediated the transcriptional responses of pericytes to hypoxia or OGD.
Analysis of STAT3 and HIF1α BRGs by GO:Term analysis
Next we asked which cellular processes might be affected by the early STAT3 activation. We imported STAT3 or HIF1α BRGs into the Panther GO analysis software. The predominant STAT3 enriched GO:terms indicated that the responses mediated by STAT3 were shaping the cellular response to OGD or hypoxia by the alteration of metabolism and angiogenesis at 6h, but also at 2h hypoxia treatment (Tables 7-9 ). For HIF1α, there were no significantly upregulated GO:term pathways in the Panther analysis at 2h treatment. At 6h treatment, however, HIF1α BRG metabolic and angiogenic GO:terms were significantly enriched for (Tables 10  and 11 ). This showed that genes that are regulated early in pericytes in response to OGD or hypoxia are important for the angiogenic, apoptotic and metabolic control and are under the regulation of STAT3.
Discussion
In stroke, the lack of oxygen (hypoxia) is often accompanied by the lack of glucose due to deficient blood flow. Here we investigated the effect hypoxia, glucose or the combination of oxygen and glucose deprivation (OGD) has on the transcriptome of human brain pericytes as one of the early responders in stroke and key regulators in the neurovascular unit. HIF1α has been suggested to be the master regulator of hypoxia. HIF1α protein is stabilised by the hypoxic condition [14, 15] . 2hs of hypoxia leads to maximum protein levels in kinetics of HIF1α stabilisation in HeLa cells [45] . The HIF1α stabilization and increased HIF1α protein levels can be detected as early as after 15 min after hypoxia in HeLa cells [45] . It is however not clear if HIF1α is the predominant factor regulating transcription in hypoxia since many other transcription factors are induced by the cellular stress that hypoxia confers.
Here we show that STAT3 precedes HIF1α in regulating STAT3 prototypic target genes in 2h hypoxic pericytes, compared to HIF1α regulation of HIF1α BRGs. In addition, the transcription factors c-JUN and NFκB contribute to HIF1α independent transcriptional responses early in the hypoxic gene expression programme. For the 2h OGD condition the STAT3 dominance is even clearer. STAT3 regulates 1.9-fold more genes than HIF1α at 2h, and 1.5-fold more genes than HIF1α at 6h of OGD, suggesting that HIF1α is activating its target genes at a later time point than STAT3.
Hypoxic treatment induces IL6 mRNA at 2hs after treatment, whereas after 6 hs IL6 is downregulated. OGD induces IL6 mRNA after 2 and 6 hs. This suggests that the STAT3 effect differs between hypoxia and OGD conditions. IL6 has previously been shown to be important for the vascularisation and recovery after stroke [17, 18, 41] and treatment experiments have shown that IL6 can be used to reduce infarct volumes in a reperfusion mouse model (MCAO) of stroke [17] . Consistently, IL6
-/-mice have increased stroke infarct volumes [18] . In a study on endothelial cells conditionally lacking STAT3, the major transcription factor regulated by IL6, increased infarct volumes and reduced neo-vascularisation leads to impaired motor function in the mice after stroke [41] . In the same study it was shown that the vasculature of the stroke mice changed to a non-capillary large vessel phenotype in the STAT3 endothelial knockout stroke mice, suggesting that IL6 production of nearby cells, for example pericytes, would contribute to tissue recovery after stroke [41] . In pericytes, IL6 is expressed under non-stimulated conditions, but increases upon hypoxia or OGD treatment. Interestingly, STAT3 and NFκB can bind the IL6 promoter [46] [47] . Since IL6 activates STAT3, which then can activate IL6, it is unlikely that STAT3 is initiating IL6 transcription. NFκB has been shown to activate the IL6 promoter in astrocytes in an NFκB DNA binding site dependent manner [47] . We show that STAT3 was activated rapidly, as early as after 5min, upon OGD treatment of two pericyte cell lines, respectively. Activation-induced phosphorylation of STAT3 confers dimerisation, DNA binding and transcription of target genes. We show that nuclear expression of pS727-STAT in human brain pericytes increased after 5 min of OGD or hypoxia. The mechanism underlying the very early regulation of pSTAT3 needs to be deciphered, but it is likely that de novo synthesis of IL6 is not required and that growth factors activating ERK1/2 might be part of the pS727-STAT3 cascade as described [48] . In contrast, HIF1α was at most expressed and stabilised after 120 min OGD and hypoxic treatment and very little HIF1α was detected after 5 min treatments. The temporal regulation of hypoxia inducible genes 2h after OGD is dominated by STAT3 BRGs both in the Illumina gene expression data and in qPCR validations of the Illumina data. More so, the qPCR data showed that the STAT3 BRGs c-MYC and GDF15 are significantly upregulated already after 2h of OGD, whereas in the Illumina data, c-MYC and GDF15 are significantly upregulated first after 6h. BRGs co-regulated by STAT3 and HIF1α were validated to be significantly expressed first after 6h of OGD treatment, suggesting that the collaborative action of STAT3 and HIF1α mediates transcriptional activation after that of STAT3 alone. The HIF1α BRG HK2 was not significantly induced, neither at the 2h or 6h OGD or hypoxia treatments, respectively. We conclude that STAT3 phosphorylation activity, that mediates transcriptional activation of STAT3, was present at its maximum already after 5min of OGD treatment. The transcription mediated significant overexpression of the STAT3 BRGs c-MYC and GDF15 after 2h of OGD treatment suggesting that the protein modifications of STAT3 results in early activation of STAT3 target genes that directs the early hypoxic responses. GO:term analysis suggests that the major STAT3 BRG responses regulate metabolic and angiogenic processes. This implies that STAT3 initiates a transcriptional program necessary for pericytes to adapt to hypoxic and OGD conditions prior to the time point when HIF1α's activity is induced. Our findings suggest that STAT3 is a potential target for intervention in pathologies where there is hypoxia or OGD, e.g. asphyxiation, tumor pathologies or in ischemic stroke.
Supporting information S1 Fig. PSTAT3 reaches its highest levels at 5min, HIF1α at 120min of ODG. Western blot of (A) nuclear extracts (B) or whole cell extracts from Sciencell pericytes treated with normoxia, hypoxia or OGD. (A) 5,10 or 15 min treatments followed by extraction of nuclear proteins. In (A) anti-pS727STAT3 was used to visualise nuclear phosphorylation of STAT3 required for transcriptional activity. PY705 was used to measure the nuclear phosphorylation required for dimerisation and nuclear translocation of STAT3. Nuclear anti-HIF1α was measured at 5, 10 or 15 minutes of treatments. Anti-STAT3 indicated the steady state nonphosphorylated STAT3 in the nuclear extracts and was compared to the pS727-and pY705-STAT3 levels. 
